Introduction
============

Huntington's disease (HD) is an incurable, autosomal dominant neurodegenerative disorder that is caused by a CAG repeat expansion in exon 1 of the huntingtin (*HTT*) gene ([@ddw142-B1]). An expansion of 40 or more repeats is fully penetrant, resulting in production of the mutant (m)HTT protein that is the primary cause of cellular death and dysfunction ([@ddw142-B2]). The central nervous system has traditionally been regarded as the primary site of HD pathology, with patients suffering from a range of symptoms including movement disorders, cognitive impairment and psychiatric disturbance. However, it is apparent that HD is in fact a disease of the whole body, with the mHTT protein being expressed in all cells and tissues that have been studied ([@ddw142-B3]). Patients are affected by a range of peripheral pathologies including skeletal muscle wasting ([@ddw142-B4]), and there is mounting interest in the immune system as a potential modifier of disease progression.

HD patients exhibit immune dysfunction both centrally, in the form of microglial activation ([@ddw142-B5]), and peripherally, where elevated levels of proinflammatory mediators are detectable up to 16 years before the predicted onset of motor symptoms ([@ddw142-B6],[@ddw142-B7]). These phenomena have recently been found to be correlated, suggesting a global immune response to the presence of mHTT whereby central pathology is mirrored peripherally ([@ddw142-B8]). The innate immune system is thought to be the primary source of HD immune dysfunction, with myeloid cells comprising circulating monocytes and tissue macrophages the likely peripheral effector cells ([@ddw142-B9]). HD myeloid cells *ex vivo* are hyper-reactive, producing significantly more IL-8 and TNFα following lipopolysaccharide (LPS) stimulation ([@ddw142-B10]), and also exhibit functional deficits in their migratory and phagocytic capabilities ([@ddw142-B11],[@ddw142-B12]). These changes contrast with T lymphocytes of the adaptive immune system, which do not display any intrinsic phenotypic defects as a result of mHTT expression ([@ddw142-B13]). Such alterations in the innate immune system are mirrored in mouse models of HD ([@ddw142-B12]), suggesting that they are caused by a common pathological effect of mHTT expression. Indeed, several studies have demonstrated that mHTT has a cell-autonomous effect on innate immune cell function, and that immune activation in HD is not simply a secondary response to neuronal pathology ([@ddw142-B10],[@ddw142-B14]). For example, the hyper-reactive phenotype of human HD myeloid cells is reversible following HTT lowering with siRNA, while mHTT levels in peripheral immune cells correlate with disease burden scores in HD patients ([@ddw142-B15]). Importantly, the peripheral innate immune system has been suggested to act as a modifier of HD progression. Dampening of the immune system using a peripherally restricted CB2 agonist improves the phenotype of an HD mouse model ([@ddw142-B16]), as does the administration of a TNFα antagonist ([@ddw142-B17]), a KMO inhibitor ([@ddw142-B18]) and bone marrow transplantation ([@ddw142-B19]). Although these data suggest that the study of the HD peripheral immune system has disease relevance far beyond its uses as a 'window' into the brain, the mechanisms underlying HD immune dysfunction remain incompletely understood.

To date, studies on peripheral HD myeloid cells have almost exclusively demonstrated phenotypic abnormalities in response to LPS stimulation ([@ddw142-B10],[@ddw142-B11]), and there is very little information available on whether these cells are also abnormal in their basal, unstimulated state. Indeed, there is currently no evidence that HD myeloid cells have increased resting expression of proinflammatory cytokines ([@ddw142-B10],[@ddw142-B14]). It is therefore unclear whether mHTT only affects HD myeloid cells following stimulation, or if there is an underlying mechanism producing resting dysfunction that is responsible for the phenotypic changes seen once the cells are activated. Mutant HTT has been found to have a cell-autonomous priming effect on HD murine microglial cell lines ([@ddw142-B14]), resulting in increased proinflammatory gene expression in the absence of stimulation. Although a similar effect is yet to be shown in primary human cells, it raises the possibility that mHTT's potential baseline effects in HD myeloid cells are responsible for their hyper-reactive response to stimulation. This has important implications for targeting peripheral immunity as a therapeutic for HD, as intrinsic pathology is more likely to be treatable without the need to time intervention to coincide with inflammatory events.

Regardless of whether mHTT's pathogenic effects are innate or only occur following stimulation, evidence will likely be detectable as changes in the cellular transcriptome; if mHTT has a tonic pathogenic effect then transcriptional changes should occur in unstimulated, resting cells. Transcriptional dysregulation is a central feature of HD pathogenesis, and has been consistently demonstrated in a range of HD tissues ([@ddw142-B20],[@ddw142-B21]). Such broad effects on transcription could be caused by several underlying causative mechanisms, including sequestration of transcription factors by mHTT aggregates, impairment of transcription factor degradation by the ubiquitin-proteasome system, changes in histone modifications and the direct binding of mHTT to DNA ([@ddw142-B22]). Moreover, the functions of upstream intracellular signalling pathways are likely affected. Mutant HTT activates the NFκB signalling pathway via a direct interaction with the IKK complex, a key regulator of the NFκB family of transcription factors ([@ddw142-B23]). This is associated with hyper-reactivity in HD myeloid cells, which exhibit an exaggerated and prolonged NFκB signalling response to LPS ([@ddw142-B10]). However, it is not clear whether HD myeloid cells also display increased NFĸB activity in the resting state; this is likely key to determining whether HD myeloid cells are also abnormal in the absence of stimulation. Furthermore, signalling downstream of the LPS receptor TLR4 is complex, including as it does activation of signalling pathways such as those involving the mitogen-activated protein kinases (MAPKs) ([@ddw142-B24]), the contribution of which to HD myeloid cell dysfunction is yet to be fully explored.

Previous gene expression studies have demonstrated numerous transcriptional changes in HD peripheral blood cells ([@ddw142-B21],[@ddw142-B25],[@ddw142-B26]), but these have been largely carried out on heterogeneous cell populations with varying transcriptional profiles, and have rarely been validated between studies. Therefore, study of specific cell populations using modern sequencing technology is required to identify biologically relevant transcriptional changes associated with mHTT expression. Here, we use RNA sequencing (RNA-Seq) to investigate the human HD monocyte transcriptome under both resting and LPS-stimulated conditions. We demonstrate that the transcriptome of HD myeloid cells is abnormal even in the absence of stimulation, including previously unreported increases in the basal expression of proinflammatory cytokines. Pathway analysis to dissect the biological relevance of these expression changes identifies numerous proinflammatory functional gene sets that are altered in unstimulated HD myeloid cells, as well as specific upstream regulator molecules that may be driving transcriptional change; activation of potential regulator molecules is further investigated using Western blotting. These data provide new insight into the pathogenesis of mHTT expression in systemic innate immune cells, in addition to the potential for modulating the peripheral immune system to modify disease progression.

Results
=======

HD monocytes exhibit resting proinflammatory transcriptional changes
--------------------------------------------------------------------

Although the phenotypic abnormalities associated with HD myeloid cells are relatively well characterized, considerably less is known about the transcriptional profile that underpins these changes. To address this, CD14^+^monocytes were isolated from peripheral blood samples donated by thirty manifest HD patients and thirty-three control subjects, and cultured with and without stimulation with LPS and interferon gamma (IFN-γ). RNA-Seq of these samples was carried out to provide a quantitative analysis of the entire HD monocyte transcriptome. LPS-stimulation was confirmed by pooling the HD and control samples and performing differential expression analysis between the unstimulated and stimulated datasets; 12 599 genes were found to be differentially expressed (false discovery rate (FDR) \< 0.05; Dataset S1).

Differential expression analyses were then performed to determine which genes are significantly altered between HD and control monocytes, whereby the unstimulated and stimulated monocytes were analysed separately. Analysis of the unstimulated monocyte data identified 130 genes that were differentially expressed (FDR \< 0.05, 101 upregulated and 29 downregulated) in resting HD cells compared with control ([Table 1](#ddw142-T1){ref-type="table"}; Dataset S2). Although the differentially expressed genes were associated with a wide range of effector functions, proinflammatory cytokines and chemokines were heavily featured, with HD monocytes having significantly increased expression of *IL6*, *IL12B*, *IL19*, *IL23A*, *CCL8*, *CCL19*, *CCL20*, *CXCL6* and *CSF2* gene transcripts. All of these genes had a log2 fold change of \> 1, corresponding to a \>2-fold increase in mRNA expression. This contrasted with the stimulated dataset, which showed comparatively little evidence of differential expression between HD and control cells, as only *DNAJB13*, *STAC* and *RASEF* were found to be differentially expressed (FDR \< 0.05; Dataset S3). Each of these genes were also found to be differentially expressed in the unstimulated dataset (these genes are displayed as red dots in [Fig. 1](#ddw142-F1){ref-type="fig"}). Comparison of the log2 fold changes revealed a general trend whereby the relative expression differences between HD and control were lower in the stimulated compared with the unstimulated dataset; this was the case for 116 of the 130 differentially expressed genes ([Fig. 1](#ddw142-F1){ref-type="fig"}). This observation of more profound change in resting HD monocytes is in marked contrast to previous functional studies where a stimulus has been necessary to elicit phenotypic differences ([@ddw142-B10]). Figure 1.Comparison of log2 fold changes in resting and stimulated HD and control monocytes. The log2 fold changes for the 130 differentially expressed genes in resting HD monocytes (FDR \< 0.05) were compared between the unstimulated and stimulated datasets. The magnitude of the relative expression difference was greater in the unstimulated samples for 116 of these genes, suggesting that transcriptional differences between HD and control monocytes become less pronounced in response to stimulation. Genes which were only differentially expressed in the unstimulated samples are shown in blue, while the three genes which were differentially expressed in both datasets are shown in red. *HTT* is further shown in green, while the NFĸB transcription factor *RELA* (p65) is shown in purple (however neither of these genes were differentially expressed). The line x = y is also shown. Table 1.The top 20 gene expression changes in resting HD monocytes (ranked by FDR)Gene nameEnsembl IDRPKM (control)RPKM (HD)Log2 fold change*P*-valueFDRProtein function*FAM124A*ENSG000001505100.2420.8122.6844.61E-086.05E-04Functionally uncharacterized*IL19*ENSG000001422240.5861.4732.3581.15E-077.57E-04Proinflammatory cytokine*IL23A*ENSG000001109441.9143.5971.5767.84E-072.55E-03Proinflammatory cytokine*FAM213B*ENSG000001578707.8375.201−0.6048.99E-072.55E-03Prostaglandin metabolism*TGFA*ENSG000001632350.6651.3921.5509.69E-072.55E-03Growth factor; promotes cell proliferation*FZD7*ENSG000001557600.3970.246−0.7211.39E-063.04E-03Wnt protein receptor*C6orf223*ENSG000001815770.0630.2972.1271.92E-063.60E-03Functionally uncharacterized*PROCR*ENSG000001010003.69510.8721.5523.61E-065.69E-03Receptor for activated protein C*NT5E*ENSG000001353180.2100.7252.0824.24E-065.69E-03Hydrolyses extracellular nucleotides*SMO*ENSG000001286020.2590.124−1.1614.33E-065.69E-03G protein-coupled receptor*CISH*ENSG000001147372.7235.1611.4395.90E-067.04E-03Negative regulation of JAK/STAT signalling*C6orf165*ENSG000002132040.0380.0861.2056.57E-067.20E-03Functionally uncharacterized*CCL19*ENSG000001727240.5181.7671.7638.79E-068.89E-03Chemoattraction of T and B lymphocytes*PTGS2*ENSG000000737562.31918.6041.8139.52E-068.93E-03Prostaglandin synthesis enzyme*HPSE*ENSG0000017308311.32224.9411.1421.10E-059.68E-03Extracellular matrix remodelling*VEGFA*ENSG000001127155.47514.2510.8981.35E-051.11E-02Promotes angiogenesis and endothelial cell growth*ANXA11*ENSG00000122359136.875105.621−0.3741.72E-051.33E-02Phospholipid-binding protein*CDK2*ENSG000001233745.5347.1860.3901.88E-051.39E-02Cell cycle regulation*R3HCC1*ENSG0000010467915.22511.394−0.4212.18E-051.45E-02Nucleic acid binding*PGAP3*ENSG000001613952.9432.310−0.3642.28E-051.45E-02GPI-specific phospholipase

HD monocytes do not display significant changes in alternative splicing
-----------------------------------------------------------------------

Next, we investigated whether changes in alternative splicing underlie the expression differences seen in our dataset, as differential splicing has been shown to be a key pathogenic mechanism in tissues from a number of neurodegenerative diseases, including HD brain ([@ddw142-B27]). However, analysis of individual exon, intron and transcript levels showed no significant differences in either the unstimulated or stimulated datasets (FDR \< 0.05; Datasets S4--S9). This suggests that, in contrast to other tissues, differential splicing is not a major factor in mediating HD innate immune dysfunction.

Proinflammatory functional gene sets are enriched in resting HD monocytes
-------------------------------------------------------------------------

We next sought to assign biological relevance to the observed expression changes by carrying out a comprehensive Gene Set Enrichment Analysis (GSEA) of the unstimulated and stimulated datasets. GSEA allows for the unbiased identification of clusters of genes showing evidence of differential expression, without relying on the genes being individually significant after correction for multiple testing; this enables relevant biological trends to be uncovered. Over 14 000 functional gene sets drawn from multiple sources (see Materials and Methods section) were tested for enrichment; upregulated and downregulated genes were evaluated separately. Analysis of the unstimulated dataset revealed a total of 85 enriched gene sets (FDR \< 0.05) amongst the upregulated genes in resting HD monocytes ([Fig. 2](#ddw142-F2){ref-type="fig"}; Dataset S10). Functional gene sets relating to innate immunity, the inflammatory response and cytokine production were heavily represented, while gene sets relating to the NFκB and JAK/STAT intracellular signalling cascades were also found to be significantly enriched. In contrast, amongst the downregulated genes only six gene sets relating to vacuole, lysosome and catabolic function were found to be significantly enriched (FDR \< 0.05). Analysis of the stimulated dataset did not reveal any enriched gene sets among the upregulated genes (FDR \< 0.05); this is consistent with the loss of significance for individual genes described earlier. However, 83 functional gene sets were found to be significantly enriched among the downregulated genes ([Supplementary Material, Figure S1](http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw142/-/DC1); Dataset S11); pathways relating to translation, protein localization, cholesterol homeostasis and cellular components including the cellular membrane, mitochondria and lysosome were among the most affected. Details of the genes contained in each significant gene set are included in Dataset S12. Figure 2.Functional gene sets associated with innate immunity and inflammation are enriched in resting HD monocytes. GSEA identified biologically relevant gene sets that are enriched in resting HD monocytes. A network diagram of significant biological themes among the upregulated genes is shown, indicating number of genes (node size), statistical significance (darkest shading = lowest *P*-value) and gene content similarity via the Jaccard coefficient (edge thickness). Nodes with similar gene content cluster more closely due to an edge-weighted layout (modified for readability). An FDR cut-off of \< 0.05 was used to determine gene set inclusion in the diagram, before the Jaccard coefficient was used to filter out gene sets with similar gene content. The diagram was rendered in Cytoscape 3.3.0.

Specific upstream intracellular signalling pathways appear to mediate basal differences in HD monocyte gene expression
----------------------------------------------------------------------------------------------------------------------

To increase our understanding of the mechanisms underlying differential gene expression in resting HD monocytes, we performed upstream regulator analysis on the unstimulated dataset using Ingenuity pathway analysis (IPA) software. IPA compares gene expression in a dataset with lists of genes that are known to be regulated by specific upstream signalling molecules, in order to infer whether a particular regulatory molecule is likely to be activated or inhibited. It is important to note that due to overlapping gene sets there is redundancy in the analysis, and that multiple points along a pathway may be suggested as upstream regulators, even if only one is driving the change. This effect is quantified by the activation z-score statistic, which increases or decreases depending on the inferred activation/inhibition state of a particular upstream regulator.

Significance in IPA is typically attributed to upstream regulators that have an overlap *p*-value of \< 0.01 and an activation z-score of \> 2 or \<−2; 155 upstream regulators fulfilled these criteria in our unstimulated dataset ([Table 2](#ddw142-T2){ref-type="table"}; Dataset S13). Of these, 125 were predicted to be significantly activated, while thirty were predicted to be significantly inhibited. Due to the redundancy associated with IPA it is unlikely that this many are actually affected, so we decided to narrow our focus to the subset of upstream regulators with the highest activation z-scores, and therefore the strongest evidence for their mediating transcriptional dysregulation. Crucially, a large number of molecules associated with intracellular signalling pathways downstream of the TLR4 receptor were represented in this group ([Fig. 3](#ddw142-F3){ref-type="fig"}). Consistent with previous data showing NFκB dysregulation in HD myeloid cells, both RELA and the NFκB complex were featured in the top ten most significant results ranked by activation z-score. Other notable potential regulators included NFκB1, the ERK and p38 MAPKs, in addition to the transcription factor STAT3. These data suggests that the transcriptional changes observed in the RNA-Seq dataset are related to the abnormal activation of specific upstream signalling molecules responsible for driving gene expression in resting HD myeloid cells. Figure 3.Specific intracellular signalling pathways are predicted to be abnormally activated in resting HD monocytes. IPA analysis of upstream regulators of gene transcription identified numerous signalling pathway components downstream of the TLR4 receptor which are predicted to be abnormally activated in resting HD monocytes. Upstream regulators with significantly inferred activation are shown in orange (darker colour = higher activation z-score). The activation z-score for each component is also shown (\>2 or \< −2 is considered to be significant). Table 2.IPA of upstream transcriptional regulators in resting HD monocytesUpstream regulatorActivation z-score*P*-value of overlapFunctionTNF5.7642.18E-13Proinflammatory cytokineIL1B5.7548.08E-14Proinflammatory cytokineMyD884.7612.92E-12Cytoplasmic adaptor protein for the TLR familyIFN-γ4.6353.09E-07Cytokine involved in mediating the innate immune responseIL1A4.5361.69E-11Proinflammatory cytokineTLR34.3231.99E-09Cell surface receptor involved in the activation of the innate immune responseRELA4.1225.86E-08Transcription factor; one of five NFκB family membersNFκB (complex)4.0772.63E-08A family of five transcription factors and their regulators that mediate the inflammatory responseTLR93.7734.33E-07Cell surface receptor involved in the activation of the innate immune responseTLR23.7703.94E-09Cell surface receptor involved in the activation of the innate immune responseSTAT33.7012.34E-07Transcription factorIL63.6547.39E-06Proinflammatory cytokineTICAM1/TRIF3.6512.59E-08TLR cytoplasmic adaptor protein; mediates an alternative pathway to MyD88ERK1/23.6365.33E-06Protein kinase intracellular signalling moleculesTLR43.6107.68E-12Cell surface receptor involved in the activation of the innate immune response[^2]

NFĸB but not ERK or p38 MAPK signalling is abnormally activated in resting HD myeloid cells
-------------------------------------------------------------------------------------------

Previously we demonstrated that HD myeloid cells exhibit an exaggerated NFκB signalling response to LPS, both in the magnitude of the initial activation and the prolonged time taken for activation to return to baseline ([@ddw142-B10]). However, it is unclear whether NFĸB dysfunction also extends to the cells in their basal, resting state. To follow up the upstream regulator analysis, we next investigated whether the NFĸB pathway is abnormally activated in unstimulated HD myeloid cells. Monocyte-derived macrophages were obtained from manifest HD and control subjects, before Western blotting was carried out to quantify the expression of IĸBα. IĸBα is a cytoplasmic inhibitor of the NFĸB family of transcription factors; lower IĸBα levels are used to demonstrate increased NFĸB activity, as reduced inhibition will lead to increased translocation of NFĸB to the nucleus. Consistent with the upstream regulator analysis, we found that resting HD myeloid cells express significantly less IĸBα than control cells ([Fig. 4](#ddw142-F4){ref-type="fig"}). This demonstrates that the abnormal NFĸB activity previously described in stimulated HD myeloid cells also exists basally. Figure 4.NFĸB but not ERK or p38 MAPK signalling is abnormally activated in resting HD myeloid cells. Monocyte-derived macrophages were isolated from HD and control peripheral blood samples and pulsed with LPS and IFN-γ for 15, 30, 60 and 120 min, or left unstimulated. Western blotting was then carried out on the unstimulated samples to quantify the basal levels of IĸBα, while additional Western blotting was carried out on all samples to quantify the levels of total and active, phosphorylated ERK and p38 MAPK. **(A)** Resting HD myeloid cells express significantly reduced IĸBα protein compared with control (control *n* = 7, HD *n* = 9). However, no significant differences were seen in **(B)** the ratio of phosphorylated to total enzyme, or **(C)** the ratio of total enzyme to β-actin for either ERK or p38 at any of the time points that were studied (*n* = 10). Error bars represent ± SEM, \**P* \< 0.05.

However, the contribution of alternative signalling pathways to HD myeloid cell dysfunction is yet to be fully characterized. The ERK and p38 MAPKs were selected for investigation as they both play a major role in signalling downstream of the LPS receptor TLR4 ([@ddw142-B24]), and were identified by IPA as potentially significant transcriptional regulators in resting HD monocytes. ERK and p38 are both activated by phosphorylation; quantification of phosphorylated relative to total protein therefore allows their activation states to be investigated. Monocyte-derived macrophages were obtained from manifest HD and control subjects, before cells from each subject were pulsed with LPS and IFN-γ for 15, 30, 60 and 120 min, or left unstimulated. Western blotting to quantify the expression of the total and active, phosphorylated forms of both ERK and p38 showed no significant differences in activation either basally or at any of the time points following LPS stimulation. Furthermore, no significant differences were seen in the expression of total ERK or p38 compared with the reference protein β-actin. This suggests that, in contrast to NFκB, HD myeloid cells do not exhibit abnormally activated ERK or p38 signalling, and that these pathways are unlikely to drive the transcriptional changes seen in the RNA-Seq dataset.

Discussion
==========

Previous studies of peripheral HD myeloid cells have primarily demonstrated phenotypic dysfunction in the stimulated state ([@ddw142-B10]). In contrast, very little is known about the extent to which these cells also display abnormalities in their basal, resting state. Here, use of RNA-Seq demonstrates that the basal transcriptome of resting HD monocytes is significantly altered, suggesting that mHTT expression has a state-independent effect occurring via a mechanism that is not restricted to the dysregulation of intracellular signalling pathways following stimulation. This has previously been shown in a wide range of tissues including brain, skeletal muscle and whole blood ([@ddw142-B22]), reinforcing the observation that mHTT consistently affects the basal transcriptome in both patients and animal models of HD. Crucially, HD monocytes expressed basally elevated levels of numerous proinflammatory cytokine gene transcripts, for the first time showing increased resting cytokine expression at either the mRNA or protein level. HD patients have elevated levels of cytokines and chemokines in their peripheral blood, with increased IL-6 being detectable up to 16 years before the predicted onset of motor symptoms ([@ddw142-B6],[@ddw142-B7]); the upregulated *IL6* expression seen in our dataset strongly suggests that peripheral myeloid cells are a key source. The existence of proinflammatory transcriptional changes in the absence of stimulation was confirmed by GSEA, whereby significant enrichment of numerous functional gene sets relating to innate immunity, inflammation and cytokine production was found in resting HD monocytes. This is important as it allows us to assign wider biological relevance to the expression changes seen in our dataset, while avoiding any investigator bias that could occur from looking at specific genes in isolation. Consistent with a previous RNA-Seq study on post-mortem brain, we also found that the majority of the transcriptional changes in HD monocytes involved upregulation ([@ddw142-B30]).

Mutant HTT expression has been shown to promote cell-autonomous dysfunction in murine microglial cultures and human monocyte models ([@ddw142-B10],[@ddw142-B14]). Furthermore, in a murine HD microglial line it has been suggested to prime resting cells, whereby the enrichment of proinflammatory molecules in the resting state leads to an exaggerated response once a stimulus is encountered. This is thought to occur via increased expression of proinflammatory transcription factors including PU.1 ([@ddw142-B14]). The transcriptional dysregulation we have demonstrated in resting HD monocytes suggests that mHTT expression has a similar priming effect on primary human myeloid cells. This is a possible explanation for the increased cytokine release seen after LPS stimulation ([@ddw142-B10]), and may have significant relevance to the pathobiology of HD in humans. Although HD patients have elevated levels of circulating proinflammatory cytokines ([@ddw142-B6]), there is no evidence that they have an increased incidence of infectious or inflammatory events. In addition, the phenotypic improvement produced by modulation of the immune system in animal models of HD is not dependent on ameliorating artificial inflammatory stimuli ([@ddw142-B16]). This suggests that the proinflammatory peripheral changes observed in HD *in vivo* are not dependent on, or primarily caused by, excessive cytokine release from repeatedly stimulated cells. Instead, a chronic increase in the basal release of proinflammatory mediators allows these observations to be reconciled independently of stimulation. Furthermore, a number of the cytokines known to be upregulated in HD peripheral blood are pre-synthesized in the resting state. TNFα is synthesized as a membrane bound precursor that is cleaved in response to stimulation ([@ddw142-B28]), while IL-8 undergoes vesicular storage prior to release ([@ddw142-B29]). Priming of HD myeloid cells by mHTT could therefore cause increased cytokine storage ready for release following stimulation, or indeed increased basal release in the absence of stimulation. Indeed, their increase in basal cytokine expression suggests that primed myeloid cells are likely to have the latter effect. It is likely that this phenomenon is also present in pre-manifest HD patients, as immune changes including increased cytokine release are detectable long before the onset of motor symptoms ([@ddw142-B6]), and the short life span of peripheral blood cells precludes the possibility of a chronic effect built up over many years. This is supported by the clear existence of intrinsic mHTT-related dysfunction in HD myeloid cells, as it has been shown that peripheral immune changes occur independently of neurodegeneration, and therefore are unlikely to be solely linked to advancing central disease. The fact that numerous studies have demonstrated a disease-modifying role for the peripheral immune system raises the possibility that HD myeloid cells may even play a role in modifying disease onset ([@ddw142-B16]), but this will require further investigation in mouse models of the disease.

Surprisingly, the transcriptome of stimulated HD monocytes was comparatively unaffected in terms of differential gene expression. Comparison of the unstimulated and stimulated log2 fold changes revealed that, while the directions of effect were largely consistent, the relative size of the majority of the fold changes was reduced under stimulated conditions to the point that they were no longer significant. This may be due to the extremely strong activating response provided by LPS, resulting in a plateau in transcriptional activity as the cellular machinery reaches the limits of its mRNA synthesis capability. This is likely to result in the masking of biological differences between HD and control monocytes, as the proinflammatory phenotype displayed by resting HD monocytes is ablated by the stronger inflammatory stimulus provided by LPS. Regardless, the lack of differentially expressed genes in the stimulated samples suggests that the proinflammatory transcriptional profile displayed by resting HD monocytes is likely to be even more crucial in mediating their hyper-reactive response to LPS. Interestingly, a number of gene sets were found to be enriched among the downregulated genes in LPS-stimulated HD monocytes. The enrichment for downregulation in numerous gene sets relating to protein localization and targeting is consistent with known cytoskeletal defects in HD ([@ddw142-B30]), while further enriched gene sets were associated with organelles which are known to be affected by mHTT, including the mitochondria and lysosome ([@ddw142-B31],[@ddw142-B32]). Although this analysis demonstrates that the transcriptome of stimulated HD monocytes is affected by mHTT, the relative lack of significant individual gene expression changes suggests this gene set enrichment may not have the same biological significance as that seen in resting HD myeloid cells.

Although this dataset suggests that mHTT expression has a priming effect on the transcriptome of HD monocytes, understanding the underlying mechanism requires investigation of the intracellular signalling pathways that are driving the transcriptional changes. Previous work has demonstrated that mHTT interacts directly with IKK, a key component of the NFκB pathway ([@ddw142-B23]). This results in reduced binding of NFκB by its cytoplasmic inhibitor IκB, leading to increased translocation of NFκB to the nucleus and an increase in the expression of proinflammatory genes by HD myeloid cells ([@ddw142-B10]). However, it was not previously known whether this dysfunction also exists in the resting state. Upstream regulator analysis using IPA inferred highly significant basal activation of RELA, NFκB1 and the NFĸB complex in resting HD monocytes. Furthermore, functional validation of IPA using Western blotting demonstrated that resting HD myeloid cells express significantly reduced levels of the NFĸB inhibitor IĸBα, showing that basal NFĸB signalling is also affected in these cells. These data provide strong support for the priming hypothesis, as the abnormal resting NFĸB activation by mHTT is likely to play a key role in mediating the proinflammatory transcriptional changes seen in the RNA-Seq dataset.

As there is a considerable degree of redundancy in IPA it is likely that the activation of a number of other upstream regulators will have been inferred as a result of their target gene overlap with NFκB. Indeed, 13 of the top 15 inferred upstream regulators ranked by activation z-score are known to be involved in NFκB signalling (whether as an activating cytokine, cell surface receptor or downstream transcription factor). This conclusion is further supported by the GSEA analysis, which identified an enrichment of genes relating to the NFĸB cascade in resting HD monocytes. Other notable IPA hits included the ERK and p38 MAPKs, and the transcription factor STAT3. However, a previous study found no evidence of increased JAK/STAT activation in HD monocytes ([@ddw142-B33]), so it is likely that STAT3 activation was inferred as a result of its considerable target gene overlap with NFκB ([@ddw142-B34]). Furthermore, we carried out a time-course experiment to examine the activation of the ERK and p38 MAPKs in HD myeloid cells. Although we have previously demonstrated that HD myeloid cells exhibit an exaggerated and prolonged NFκB activation response to LPS ([@ddw142-B10]), no such effect was seen for ERK or p38 either basally or in response to LPS. Although this by no means rules out additional pathogenic interactions of mHTT with the transcriptional machinery, taken together these data further suggest that the transcriptional changes observed in our dataset are likely to be due in large part to resting dysregulation of the NFκB pathway.

However, it is important to note that not all transcriptional changes observed in HD are pathological, as some may be compensatory or even irrelevant ([@ddw142-B22]). In addition, mHTT is known to cause transcriptional dysregulation by a variety of mechanisms, including but not limited to sequestration of transcription factors, chromatin remodelling and direct binding to DNA ([@ddw142-B22]). Therefore, it should not be expected that all of the expression changes in our dataset will be explained by alterations in intracellular signalling pathways, as some will presumably be the result of the myriad other effects of mHTT on the cellular transcriptome. Despite this, upstream regulator analysis remains an important tool for studying the biology of HD immune cells, particularly when combined with established functional data.

Furthermore, this study reinforces the conclusion that the pre-eminent pathogenic mechanisms of mHTT may vary depending on cell type. Increased expression of the transcription factor PU.1 was found to mediate proinflammatory transcriptional activation in a mouse microglial model of HD ([@ddw142-B14]); however, neither that study not our current study revealed any increase in PU.1 expression in HD patient monocytes. Furthermore, activation of PU.1 in our dataset was not inferred by IPA. Despite this, we have shown that resting HD monocytes have a proinflammatory transcriptional profile which may be caused by a similar mHTT priming effect to that seen in the murine HD microglial cell line. Although it has been suggested that the separate developmental origins of microglia are responsible for the prominent role of PU.1 ([@ddw142-B14]), we also suggest that the relative importance of intracellular signalling pathways in different cell types helps determine their varying contributions to HD pathogenesis. The mechanism of mHTT interaction with each signalling pathway seems unlikely to be drastically altered between cell types; this can be seen in the fact that NFκB binding motifs were also found to be enriched in the HD microglial line ([@ddw142-B14]). However, as the PU.1 and NFκB pathways are vital for microglial and monocyte/macrophage cell function, respectively, it is not surprising that their dysregulation by mHTT will cause them to have a central role in mediating mHTT-related phenotypic dysfunction in these cell types. Conversely, cells where these pathways have less important roles seem unlikely to experience comparable dysfunction as a result of the same mechanism, if indeed they are dysfunctional at all. Indeed, it has been shown that the intrinsic function of HD T lymphocytes is not affected by mHTT expression ([@ddw142-B13]); it is possible that this is due to the reduced importance of mHTT-affected signalling pathways in mediating T lymphocyte function.

Finally, we demonstrate the importance of studying specific cell populations using modern sequencing techniques and large cohorts in order to accurately characterize HD-associated transcriptional changes. Previous transcriptional studies of HD peripheral immune cells have investigated heterogeneous cell populations with varying transcriptional profiles, and it has often not been possible to validate differentially expressed genes between studies ([@ddw142-B21],[@ddw142-B25],[@ddw142-B26]). The advent of high-throughput sequencing has provided dramatically improved coverage of the entire transcriptome when compared with traditional microarrays, while the study of a single cell population allows the noise associated with studying multiple cell populations with varying transcriptional profiles to be eliminated. Although the practical considerations associated with recruiting large patient cohorts are far from trivial, the importance of studying human tissues is demonstrated by the fact that genomic studies in mice have been found to poorly mimic human inflammatory conditions ([@ddw142-B35]). The study of individual cell populations is also particularly important given that a consistent transcriptional signature has not yet been established between different HD tissues ([@ddw142-B22]), and observations made in one cell type may not hold true when studying another.

This study therefore provides the first evidence of significant basal proinflammatory changes in resting peripheral HD myeloid cells, with increased expression of proinflammatory cytokine mRNA in addition to the enrichment of functional gene sets associated with innate immunity, inflammation and cytokine production. This suggests that mHTT primes HD myeloid cells, resulting in an exaggerated proinflammatory response once a stimulus is encountered. We show that previously described NFĸB dysfunction also extends to resting HD myeloid cells, and that abnormal activation of this pathway is likely to play a key role in mediating their basal proinflammatory transcriptional profile. However, the ERK and p38 MAPK pathways do not appear to play a comparable role. The existence of basal dysfunction further supports the possibility that modulation of the innate immune system may be used as a therapeutic strategy to modify HD progression, as the beneficial effects of immunomodulatory drugs are likely to extend beyond ameliorating the consequences of time-limited infectious or inflammatory events. Finally, this study reinforces the importance of systemic immunity in the wider study of neurodegeneration, as the existence of *ex vivo* myeloid cell abnormalities shows that peripheral tissues are in fact intrinsically abnormal, and are not merely responding to central pathology.

Materials and Methods
=====================

Collection and classification of human samples
----------------------------------------------

All experiments were performed in accordance with the Declaration of Helsinki and approved by the University College London (UCL)/UCL Hospitals Joint Research Ethics Committee. Peripheral blood samples were donated by genetically diagnosed HD patients and control subjects, and all subjects provided informed written consent. HD subjects were classified by their total functional capacity (TFC) score ([@ddw142-B36]); only manifest patients with early or moderate stage disease (TFC 13-3) were included. The HD and control groups were age-matched ([Supplementary Material, Table S1](http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw142/-/DC1)), and all subjects who donated samples for gene expression analysis were non-smokers to control for the effects of smoking on the monocyte transcriptome ([@ddw142-B37]). Subjects with inflammatory or infectious conditions, and those on immunomodulatory medications, were likewise excluded from the study.

Isolation of human monocytes
----------------------------

Human peripheral blood mononuclear cells (PBMCs) were isolated by density centrifugation. Peripheral blood samples were layered on Histopaque-1077 (Sigma-Aldrich) and centrifuged at 400 ×g for 30 min. CD14^+^monocytes were isolated by resuspending the PBMCs in 10 µl anti-human CD14 beads (Miltenyi Biotec) and 90 µl MACS buffer (PBS with 1% BSA and 2 mM EDTA) per 10^7^ cells and incubating for 15 min at 4 °C. Magnetic cell sorting was carried out by placing MACS columns (Miltenyi Biotec) in a magnetic field and adding each cell suspension to an individual column. The columns were washed with MACS buffer before magnetically labelled CD14^+^monocytes were eluted by removing the columns from the magnetic field and plunging MACS buffer through the column. The sorted cell populations contained an average of 85--95% CD14^+^cells.

Cell culture and stimulation
----------------------------

Cells were cultured in RPMI 1640 culture medium supplemented with 10% FBS, 2 mM L-glutamine, 50 U/ml penicillin and 50 µg/ml streptomycin (Thermo Fisher Scientific). Monocytes were allowed to rest for 16 h post-seeding before experimental use. Monocyte-derived macrophages were obtained by supplementing the culture medium with 20 ng/ml granulocyte macrophage-colony stimulating factor (R&D Systems) for 6 days to induce differentiation prior to experimental use. Monocyte cultures were stimulated with 2 µg/ml LPS (Sigma-Aldrich) and 10 ng/ml IFN-γ (R&D Systems), while macrophage cultures were stimulated with 1 µg/ml LPS and 10 ng/ml IFN-γ. Monocyte stimulation for RNA-Seq analysis was carried out for 4 h, as this has previously been shown to be the peak time point for TLR4-mediated gene activation following LPS stimulation ([@ddw142-B38],[@ddw142-B39]).

RNA preparation and sequencing
------------------------------

RNA was extracted using the RNeasy Mini Kit (QIAGEN), including the optional DNase step to prevent genomic DNA contamination. RNA integrity was assessed using RNA 6000 Nano Chips on a 2100 Bioanalyser (Agilent). Only samples with non-degraded RNA (RIN ≥ 7) were used for sequencing. Sequencing of RNA samples was performed by deCODE Genetics, Iceland. Preparation of indexed cDNA sequencing libraries was carried out using the TruSeq poly-A mRNA method (Illumina). Briefly, poly-A mRNA transcripts were captured from total RNA using poly-T beads, before cDNA was generated using random hexamer priming. Paired-end sequencing (2 × 100 cycles) of indexed cDNA libraries was then carried out on a HiSeq 2500 machine (Illumina), generating at least 50 million reads (101 base pairs) per sample. Sequencing was performed using v4 SBS and Cluster Kits (Illumina). One sample failed the library generation step and was excluded from the study. After sequencing the indexed samples were demultiplexed before generation of FASTQ files for analysis. Raw data files are available from the European Nucleotide Archive (<http://www.ebi.ac.uk/ena>) under the study accession number PRJEB12995.

Data processing and expression analysis
---------------------------------------

Data quality control was performed using the RNA-SeQC package ([@ddw142-B40]). Metrics including rRNA rate, mapping rate, concordance mapping rate and uniqueness rate were determined to confirm that they were within acceptable parameters. One sample failed quality control and was removed from further analysis. After quality control the remaining samples were aligned using TopHat2 ([@ddw142-B41]), before the counts were summarized using HTSeq (keeping any read duplicates). Differential expression analysis was then performed using the R package DESeq2 ([@ddw142-B42]). Outlier counts were removed using a Cooks distance cut-off of 5 in DESeq2 packages and gender was used as a covariate in the analysis. Differential splicing analysis was carried out on the aligned data using the R package Ballgown ([@ddw142-B43]).

Gene set enrichment analysis
----------------------------

Enrichment of differential expression among gene sets corresponding to biological hypotheses (pathways) was tested using the GSEA method ([@ddw142-B44]). Rather than defining a list of significant genes, GSEA ranks all genes in order of their differential expression statistic, and tests whether the genes in a particular gene set have a higher rank overall than would be expected by chance. The analysis is weighted by the differential expression statistic, thus giving more weight to more significant genes. Significance of enrichment was obtained by randomly permuting gene-wide association statistics among genes. One-sided *p*-values were calculated separately for differential upregulation and downregulation of expression in HD, and these were then converted into the corresponding chi-square statistic for use in the GSEA analysis. To avoid making *a priori* assumptions, we chose to use a large pathway set comprising Gene Ontology (GO) ([@ddw142-B45]), Kyoto Encyclopedia of Genes and Genomes ([@ddw142-B46]), PANTHER v8.1 ([@ddw142-B47]), Mouse Genome Informatics (MGI) ([@ddw142-B48]), Reactome ([@ddw142-B49]), Biocarta and NCIpathway interaction database ([@ddw142-B50]) pathways. This resulted in a total of 14 243 functional gene sets, many with overlapping members, containing between 3 and 500 genes. To correct for multiple testing, we converted the GSEA *P*-values into *q*-values ([@ddw142-B51]), which can be interpreted as the minimum false discovery rate (FDR) at which that *q*-value would be counted as significant.

Upstream regulator analysis
---------------------------

Upstream regulator analysis was carried out using QIAGEN's IPA. IPA identifies potential upstream regulators of transcriptional change using the *P*-value of overlap and activation z-score statistics. The *P*-value of overlap uses Fisher's exact test to determine whether there is statistically significant overlap between gene expression changes in a dataset and the genes which are affected by an upstream regulator; significance is attributed to molecules with a *P*-value of \< 0.01. This does not take the direction of expression changes into account, so the activation z-score is used to predict whether potential upstream regulators are activated or inhibited in the dataset. A z-score of \> 2 or \< −2 is generally considered to be significant. Further information on how the activation z-score is calculated is available on the IPA website ([http://www.ingenuity.com/, Last accessed March 29, 2016](http://www.ingenuity.com/)). A *P*-value cut-off of 0.01 was used to determine which genes were included in the analysis.

Western blotting
----------------

Cells were lysed in RIPA buffer (25 mM Tris-HCl (pH 7.6), 150 mM NaCl, 1% NP-40, 1% sodium deoxycholate, 0.1% SDS and 1X complete protease inhibitor cocktail (Roche)), mixed with Laemmli buffer and denatured at 95 °C for 10 min. Lysates were run on 12% Tris-Glycine gels (Invitrogen) at 120 V, before transfer to 0.2 µm nitrocellulose membranes at 35 V for 2 h. Membranes were blocked in 1:1 PBS/Odyssey Blocking Buffer (LI-COR) for 1 h before incubation with primary antibody diluted in 1:1 PBS/Odyssey Blocking Buffer at 4 °C overnight. Primary antibodies used were to IĸBα (Santa Cruz Biotech; 1:500), p38, phospho-p38, ERK (p42/44), phospho-ERK (p42/44) (all Cell Signalling Technology; 1:1000) and β-actin (Abcam; 1:10000). After washing with PBS the membranes were incubated with secondary antibody diluted in 1:1 PBS/Odyssey Blocking Buffer for 1 h. Secondary antibodies used were IRDye 680RD Goat Anti-Mouse IgG and IRDye 800CW Goat Anti-Rabbit IgG (LI-COR; 1:5000). After washing the signal was visualized using an Odyssey Infrared Imager (LI-COR) and quantified using TL100 software (TotalLab).

Statistical analysis
--------------------

Statistical analysis of differential expression, splicing, GSEA and IPA data was carried out using the software packages outlined above. IĸBα Western blotting was analysed using unpaired two-tailed Student's *t*-tests, while ERK and p38 MAPK Western blotting experiments were analysed by two-way ANOVAs with Bonferroni post-tests. All error bars represent SEM.

Supplementary Material
======================

[Supplementary Material](http://hmg.oxfordjournals.org/lookup/suppl/doi:10.1093/hmg/ddw142/-/DC1) is available at *HMG* online.
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[^1]: ^†^Present address: Immune Tolerance, Tumor Immunology Program, German Cancer Research Center, 69120 Heidelberg, Germany.

[^2]: IPA was used to identify transcriptional regulators with significant target gene overlap with changes in the resting HD monocyte transcriptome. A P-value cut-off of \< 0.01 was used to determine which genes were included in the analysis. The upstream regulators were ranked by activation z-score and the 15 most significant were included in the table.
